Introduction site is in domain 3, whereas the trinuclear cluster is at the border between domains and 3 with ligands from each domain. Furthermore, there are three S-S bindings.
Copper in laccase enzymes involves inner-sphere electron transfer in binding activation and reduction of, e.g. dioxygen.
Functionally, rMtL couples the four electron reduction of dioxygen to water with the oxidation of a given substrate.
The redox potential (Eo) for the rMtL laccase is about 465 mV, whereas the laccase from the basidiomycete Polyporus pinsitus has an Eo value of about 775 mV. The reason for the very high reduction potentials among fungal laccases remains to be determined [6] . [7] . Also, laccases appear to be involved in sporulation [8] , pigment production [9] and plant pathogenesis, detoxification [10] .
Laccase, p-diphenol: O2 oxidoreductase (EC 1.10.3.2.) rMtL is an extracellular oxidoreductase formed during aerobic fermentation of a soft-rot fungus, the thermophilic ascomycete, Myceliophthora thermophila (earlier called Sporotrichum thermophile). At Novo Nordisk, the gene responsible for the formation of rMtL was expressed in a strain of Aspergillus oryzae using recombinant DNA technique [1, 2] [11] . The metabolic pathway of syringic and vanillic acids is to a great extent dependent on the pH of the reaction [12] . The [13] , 2,4 dimetoxyphenol [14] , 2,2-azino-bis(3-ethyl-benzothiazoline-6-sulphonate) (ABTS), ABTS combined with para-hydroxybenzoic acid/NaN3 [15, 16] and syringaldazine [17] [18] [19] [20] . Most of these substrates are insoluble in water. This paper represents the work using syringaldazine (pKa 8.8) as the substrate chromophore [21 ] . (A x Vol x D) x r-1 LAMU g-1
where" Vol-sample dilution volume (ml); D-further dilution of the sample (ml ml-); W-weight of the sample in work (g). Two concentrations of Triton X-100 (0.5 and 10 g 1-1) were added to the incubation buffer (TRIS, 25 mM, pH 7.5) using 50 g of PEG 6000 1-1 dissolved in water as the enzyme dilution medium. The best result was obtained with 0.5 g of Triton X-100 1-1 Addition of higher concentrations of Triton X-100 was really a critical parameter, e.g. using 10 g1-1 hereof gave a residual laccase activity of less than 50%.
Stabilization of rMtL in the enzyme dilution medium [25] was examined within a day expressed by repeatability and between days by the reproducibility. The repeatability for a given sample analysing five levels each with six separate dilutions was 1.9%. The reproducibility for a sample also analysed at four levels with two separate dilutions over six days was found to 3.1%. The limit of detection (LOD) and limit of quantitation (LOQ) were calculated to be 0.0002 LAMUm1-1 and 0.010 LAMUm1-1 respectively.
Robustness of the method
Testing the robustness of the method [25] showed that many parameters were important re stabilization of the analytical conditions. The most critical ones were, in decreasing order: incubation temperature, concentration of Triton X-100, molarity and pH of the incubation buffer, and the concentration of syringaldazine. The results were validated according to Youden's test [26] . 
